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Background: The N-methyl-D-aspartate receptors are key mediators of excitatory transmission and are implicated
in many forms of synaptic plasticity. These receptors are heterotetrameres consisting of two obligatory NR1 and
two regulatory subunits, usually NR2A or NR2B. The NR2B subunits are abundant in the early postnatal brain, while
the NR2A/NR2B ratio increases during early postnatal development. This shift is driven by NMDA receptor activity. A
functional interplay of the Low Density Lipoprotein Receptor Related Protein 1 (LRP1) NMDA receptor has already
been reported. Such abilities as interaction of LRP1 with NMDA receptor subunits or its important role in tPa-mediated
NMDA receptor signaling were already demonstrated. Moreover, mice harboring a conditional neuronal knock-out
mutation of the entire Lrp1 gene display NMDA-associated behavioral changes. However, the exact role of LRP1 on
NMDA receptor function remains still elusive.
Results: To provide a mechanistic explanation for such effects we investigated whether an inactivating knock-in
mutation into the NPxY2 motif of LRP1 might influence the cell surface expression of LRP1 and NMDA receptors in
primary cortical neurons. Here we demonstrate that a knock-in into the NPxY2 motif of LRP1 results in an increased
surface expression of LRP1 and NR2B NMDA receptor subunit due to reduced endocytosis rates of LRP1 and the NR2B
subunit in primary neurons derived from LRP1ΔNPxY2 animals. Furthermore, we demonstrate an altered
phosphorylation pattern of S1480 and Y1472 in the NR2B subunit at the surface of LRP1ΔNPxY2 neurons, while the
respective kinases Fyn and casein kinase II are not differently regulated compared with wild type controls. Performing
co-immunoprecipitation experiments we demonstrate that binding of LRP1 to NR2B might be linked by PSD95, is
phosphorylation dependent and this regulation mechanism is impaired in LRP1ΔNPxY2 neurons. Finally, we
demonstrate hyperactivity and changes in spatial and reversal learning in LRP1ΔNPxY2 mice, confirming the mechanistic
interaction in a physiological readout.
Conclusions: In summary, our data demonstrate that LRP1 plays a critical role in the regulation of NR2B expression at
the cell surface and may provide a mechanistic explanation for the behavioral abnormalities detected in neuronal LRP1
knock-out animals reported earlier.
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Low density lipoprotein receptor-related protein 1
(LRP1) is a member of the lipoprotein receptor family.
LRP1 is synthesized as a 600 kDa full-length precursor
molecule in the endoplasmic reticulum and subse-
quently cleaved by furin in the Golgi network generat-
ing an 85 kDa transmembrane β-subunit that remains
noncovalently associated to the extracellular 515 kDa
α-subunit. The α-subunit contains four ligand binding
domains for more than 30 ligands while the β-subunit
contains two intracellular NPxY motifs [1]. Generation
of cells from mice carrying a knock-in mutation in the
NPxYxxL (NPxY2) sequence revealed a reduced internal-
ization rate for LRP1 [2-4]. The NPxY2 motif has been
shown to interact with the majority of known intracellular
interaction partners of LRP1, many of which only bound
the tyrosine phosphorylated form [5,6]. Beyond its role as a
cargo receptor LRP1 has been frequently associated with
cell signaling events and has been demonstrated as an im-
portant element in NMDA receptor signaling [7,8]. Func-
tional NMDA receptors are heterotetrameres formed by
two obligatory NR1 subunits and two regulatory NR2 sub-
units, while NR1 is encoded by a single gene the NR2 sub-
units are derived from four unique genes (NR2A-D) [9-11].
The NR2B receptor subunits are abundant in early postna-
tal brain and in young neurons in culture (days in vitro
(DIV) 9 to 15), while the expression of NR2A subunits in-
creases with development [12-16]. This shift in NR2A/
NR2B ratio seems to be driven at least in part by sensory
experience and, therefore, by NMDA receptor activity
[14,16,17]. The physiological role of these changes may be
the optimization of the threshold for inducing synaptic ac-
tivity at different developmental points. Different regula-
tion mechanisms of NR2A and NR2B subunits regarding
their synthesis, trafficking, degradation and surface expres-
sion have been described [18]. The surface expression of
NMDA receptors is a tightly regulated process in response
to e.g. phosphorylation events induced by ligand-binding
and during the synapse maturation [19]. The serine phos-
phorylation within ESDV motif of NR2B (S1480) by casein
kinase II (CKII) leads to an increased endocytosis rate
of the NR2B subunit [20,21]. However, tyrosine phos-
phorylation within the YEKL motif of NR2B (Y1472) by
Fyn kinase [22] has been demonstrated to inhibit the in-
ternalization of the NR2B subunit [23,24]. Nevertheless,
the experiments performed using mutant NR2B sub-
units, carrying a point mutation at Y1472, demonstrated
that the receptor endocytosis was not completely blocked
in these mutants [25], indicating additional regulation
mechanisms for internalization.
Since LRP1 has been implicated in NMDA receptor
function, we investigated in this study whether an inacti-
vating knock-in mutation of the NPxY2 motif in the en-
dogenous gene for LRP1 shows a direct influence onNMDA receptor function and subsequently NMDA recep-
tor mediated learning and memory phenotypes. We dem-
onstrate that a knock-in into the NPxY2 motif of LRP1
leads to its reduced endocytosis in primary neurons and
concomitantly results in an increased surface deposition of
NR2B and NR1 receptor subunits in primary cortical neu-
rons. Furthermore, we demonstrate that the accumulation
of NR2B at the cell surface of LRP1ΔNPxY2 neurons resist
the regulation through phosphorylation within YEKL and
ESDL motifs of NR2B. Additionally, we demonstrate that
the interaction of NR2B and LRP1 might be linked by
PSD95, is phosphorylation dependent and its regulation re-
quires a functional NPxY2 motif of LRP1. Based on these
molecular data we were able to demonstrate NMDA-
associated behavioral changes in LRP1ΔNPxY2 mice. In
summary, our data demonstrate that LRP1 plays a critical
role in the regulation of NR2B expression at the cell sur-
face and may provide a mechanistic explanation for the be-
havioral abnormalities detected in LRP1 knock-out animals
reported earlier [26,27].
Results
Functional knock-in into the NPxY2 motif of LRP1 leads to
an altered expression of NMDA receptor subunits at the
surface of primary neurons
Although various aspects of the influence of LRP1 expres-
sion on NMDA receptor signaling have been studied, the
exact mechanism of NMDA receptor regulation by LRP1
is still elusive [8,26,27]. To unravel this mechanism we ana-
lyzed whether the C-terminal domain of LRP1 might influ-
ence NMDA receptor function. Therefore we used primary
cortical neurons of mice harboring a knock-in mutation in
the NPxYxxL motif of LRP1 (LRP1ΔNPxY2) [3]. Our re-
sults provide first evidence for a direct influence of LRP1
on the cell surface expression and the internalization regu-
lation of NMDA receptor subunits and demonstrate that a
knock-in into NPxY2 motif of LRP1 finally leads to changes
in learning and memory.
Previously it was shown that internalization of LRP1 is
altered in mouse embryonic fibroblasts harboring a
knock-in mutation in the distal NPxY motif of LRP1
[2,4,28]. Accordingly, we extended our analysis to pri-
mary cortical neurons (DIV14) derived from LRP1ΔNPxY2
mice or from wild type controls, employing the surface
biotinylation technique. We observed an approximate 90%
(p = 0.01, n = 4) increase in LRP1 surface expression in
LRP1ΔNPxY2 neurons compared with wild type controls,
while the steady state expression of the protein in the cell
lysates was unaltered (Figure 1A, upper panels; Figure 1B).
A recent published study demonstrated a decreased ex-
pression of NMDA receptor subunit NR1 in the brain ho-
mogenates of the animals harboring a forebrain LRP1
knock-out mutation [27]. Additionally, several studies have
already demonstrated that the cell surface expression of
Figure 1 LRP1 and NMDA receptor subunits NR1/NR2B are increased at the surface of cortical LRP1ΔNPxY2 neurons. (A) Representative
immunoblots demonstrate an increase in surface expression of LRP1 and NMDA receptor subunits NR1/NR2B in primary LRP1ΔNPxY2 neurons.
The surface expression of NR2A is not altered. Primary cortical WT or LRP1ΔNPxY2 neurons were subjected to cell surface biotinylation prior to
lysis. Biotinylated proteins were precipitated with NeutrAvidin agarose and analyzed by SDS-PAGE and Western blot (surface). As input controls
15µg of entire cell lysates proteins were used (input). (B) The protein expression at the cell surface was quantified by densitometric analysis. The
intensities of the surface signals were normalized to the intensities of lysate signals (input). The calculated values for WT were set as 100%. The
scale bars represent the mean percent change in the expression of proteins at surface of LRP1ΔNPxY2 neurons compared with WT controls ± S.E.
M. for the expression of LRP1 at the surface of LRP1ΔNPxY2 neurons an increase by approx. 90% (p=0.01; n=4); for NR1 and NR2B an increase by
approx. 60% (p=0.007; n=4) and by approx. 44 % (p=0.04; n=4) respectively. The signal intensities of lysates were standardized to the signal
intensities of actin. * p<0.05, Student´s paired t-test. (C) Representative immunoblots demonstrate unaltered expression rates of synaptophysin
and PSD95 in neuronal cell lysates or in brain homogenates of LRP1ΔNPxY2 or WT animals. (D) The densitometric analysis of multiple Western
blots demonstrated any significant alterations in expression of synaptophysin or PSD95 in cell lysates or brain homogenates of LRP1ΔNPxY2 mice.
The scale bars represent the mean percent change in the expression of synaptophysin or PSD95 in neuronal lysates or brain homogenates
derived from LRP1ΔNPxY2 animals compared with WT controls ± S.E.M. The signal intensities of lysates were standardized to the signal intensities
of actin. n=5.
Maier et al. Molecular Neurodegeneration 2013, 8:25 Page 3 of 16
http://www.molecularneurodegeneration.com/content/8/1/25
Maier et al. Molecular Neurodegeneration 2013, 8:25 Page 4 of 16
http://www.molecularneurodegeneration.com/content/8/1/25NMDA receptors is a prerequisite for normal NMDA re-
ceptor activity [24,29,30]. Taken together these data indi-
cate a role of LRP1 in the regulation of the expression or
cell distribution of NMDA receptor subunits. According
to the data presented by Liu and colleagues earlier, we
tested the expression of NMDA receptor subunits in the
cell lysates of primary cortical neurons or whole brain
homogenates derived from LRP1ΔNPxY2 animals or wild
type controls [27]. We were not able to detect any sig-
nificant alterations in the expression rates of NMDA re-
ceptor subunits NR1, NR2B or NR2A in the cell lysates
of primary cortical LRP1ΔNPxY2 neurons (Figure 1A
right panels, Figure 1B) or in brain homogenates derived
from LRP1ΔNPxY2 or wild type animals (data not
shown). To test whether the LRP1ΔNPxY2 knock-in mu-
tation influences the cellular distribution of NMDA re-
ceptors we performed surface biotinylation experiments
in LRP1ΔNPxY2 and LRP1 wild type neurons. Interest-
ingly, the surface expression of NR1 and NR2B receptor
subunits in cortical neurons derived of LRP1ΔNPxY2
mice was increased by 60% (p = 0.007, n = 4) and by 44%
(p = 0.04, n = 4) respectively, while the surface expression
of the NR2A receptor subunit was unaltered compared
with wild type controls (Figure 1A left panels, Figure 1B).
Previously a drastic reduction in the expression of synap-
tic markers synaptophysin and PSD95 in the brain ho-
mogenates of animals harboring a forebrain knock-out
mutation of the entire LRP1 gene has been reported [27].
According to these results we investigated the steady
state expression of synaptophysin and PSD95 in the brain
homogenates and cell lysates of primary neurons derived
from LRP1ΔNPxY2 animals or wild type controls. In con-
trast to the results obtained from full LRP1 knock-out an-
imals we were not able to detect any significant changes
in the expression of PSD95 or synaptophysin in neuronal
cell lysates or brain homogenates of LRP1ΔNPxY2 ani-
mals compared to the wild type controls (Figure 1C,D).
Furthermore, the cell viability of primary cortical neurons
derived from LRP1ΔNPxY2 animals compared to wild
type controls employing an AlamarBlue assay (Invitrogen)
or measurement of neurite outgrowth demonstrated no
significant differences between the genotypes (Additional
file 1: Figure S1A and 1B and Additional file 2).
Reduced internalization of LRP1 results in enhanced
surface expression of NR1/NR2B receptor subunits
The increase in surface expression of LRP1 and the NMDA
receptor subunits NR1 and NR2B raised the question,
whether the altered surface expression is due to a faster
transport of these proteins to the cell surface, a reduced
degradation rate or rather an effect of an impaired internal-
ization of the respective proteins. We used a cycloheximide
(CHX)-mediated protein degradation assay to address this
question. CHX is a protein translation inhibiting agent.Since CHX treatment will reduce general protein transla-
tion and subsequently reduce the amount of newly synthe-
sized proteins at the cell surface, we hypothesized that
proteins showing reduced endocytosis will accumulate at
the cell surface. We were able to demonstrate that LRP1
surface expression in LRP1ΔNPxY2 neurons was increased
after CHX treatment for different time periods, indicat-
ing that reduced internalization is responsible for this
surface accumulation (Figure 2A,B). This assumption
was further supported by the observation that no signifi-
cant differences in the degradation rates of respective
proteins in the cell lysates during the CHX treatments
were observed as demonstrated in Figures 2A and 2C.
Most interestingly, the NR1 and NR2B subunits showed
a similar increase in surface expression in LRP1ΔNPxY2
neurons after CHX treatment with the strongest effect
after 6 h of incubation (Figure 2A,B). So we were able
to determine a 94% (p = 0.02; n = 6) increase in residual
LRP1 expression at the surface of LRP1ΔNPxY2 neurons
after 6 h CHX treatment (Figure 2B), while the residual
amounts of NR1 and NR2B receptor proteins were in-
creased by approximately 58% (p = 0.03; n = 6) and 51%
(p = 0.032; n = 6) respectively compared to wild type con-
trols (Figure 2B). From these results we concluded that
the enhanced surface expression of NMDA receptor sub-
units and LRP1 is rather an effect of a slower internaliza-
tion of these receptors in LRP1ΔNPxY2 neurons, than an
effect of a faster transport to the cell surface or a reduced
protein degradation rate in LRP1ΔNPxY2 neurons.
To further support the data derived from the CHX-
degradation assay we directly measured the internaliza-
tion rates of cell surface proteins, performing cleavable
biotin internalization experiments. In this assay the sur-
face proteins were labeled with cleavable NHS-SS Biotin
at 4°C to prevent the internalization. Subsequently, the
neurons were incubated at 37°C for 7 min or 15 min to
initiate internalization. The internalization process was
halted by putting the cells back to 4°C and the remaining
cell surface bound biotin was cleaved off by treating the
cells with MesNa buffer. Therefore the biotinylated pro-
teins detected in cell lysates represent the fraction of pro-
teins which were internalized from the cell surface. As
we have proposed before, we were able to detect a reduc-
tion of the internalization rate by 60% for LRP1 (p = 0.01,
n = 6), by 69% for NR1 (p = 0.001, n = 6) and by 70% for
NR2B (p = 0.02, n = 5) in LRP1ΔNPxY2 neurons com-
pared with the wild type controls after 15 min (Figures 3A
and 3B). The investigation of the internalization rates of
NR2A in LRP1ΔNPxY2 or wild type neurons revealed no
significant alterations (Figure 3). An alternative explan-
ation for the demonstrated decrease in the internalization
rates of LRP1 and NR1/NR2B receptors in LRP1ΔNPxY2
neurons might be an accelerated recycling of these
receptors at the cell surface. To test this hypothesis we
Figure 2 Surface expression of LRP1 and NR1/NR2B is increased in LRP1ΔNPxY2 neurons after treatment with cycloheximide. (A)
Immunoblots show an increase in residual expression of LRP1 and NR1/NR2B receptors at the cell surface of LRP1ΔNPxY2 neurons after treatment
with CHX. The primary neurons (DIV14) were treated with 20µg/ml CHX for 4, 6 and 8 hours and subjected to cell surface biotinylation.
Biotinylated proteins were precipitated with NeutrAvidin agarose (surface). (B) The immunoblots were quantified by densitometric analysis. The
intensities of the surface signals were normalized to the intensities for lysate signals (input). The values for the 4h, 6h and 8h time points were
compared with respective values for 0h time point. The values for 0h time points were set as 100%. The diagrams represent the mean percent
change in the residual expression of proteins at the surface of LRP1ΔNPxY2 or WT neurons after treatment with 20µg/ml CHX ± S.E.M. For the
residual expression of LRP1 at the cell surface of LRP1ΔNPxY2 neurons an increase by 89% (p=0.03; n=4) after 4h, by 94% (p=0.02; n=6) after 6h
and by 59% (p=0.043; n=4) after 8h was calculated. For the residual expression of NR1 by 33% (p=0.073; n=4) after 4h; by 58% (p=0.03; n=6) after
6h and by 67% (p=0.042; n=5) after 8h. For the expression of NR2B an increase by 22% (p=0.06; n=4) after 4h; by 51% (p=0.032; n=6) after 6h and
by 54% (p=0.04; n=4) after 8h. The residual expression of NR2A was not significantly altered in LRP1ΔNPxY2 neurons. (C) The degradation rates of
investigated proteins are not altered in LRP1ΔNPxY2 neurons. The diagrams represent the mean percent change in the expression of proteins in
lysates of LRP1ΔNPxY2 or WT neurons after CHX-treatment ± S.E.M. The signal intensities of lysates were standardized to actin. * p<0.05, Student´s
paired t-test.
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period of 7 min. As demonstrated in Figure 3C we detected
a reduction of the internalization rates for LRP1 by 38%
(p = 0.043; n = 4), for NR1 by 42% (p = 0.04; n = 4) and
for NR2B by 39% (p = 0.044; n = 5) after internalization
period of 7 min. Similar to the internalization rates mea-
sured after 15 min these results revealed a similar ten-
dency for the reduction in the internalization rates of
LRP1 and NR1/NR2B receptors in LRP1ΔNPxY2 neu-
rons. This indicates that the observed increase in the ex-
pression of these proteins at the cell surface and the
reduced internalization rates are probably not an effectof accelerated recycling events in LRP1ΔNPxY2 neurons.
In summary, we observed an increase in surface ex-
pression of LRP1 and the NMDA receptor subunits
NR1 and NR2B, but not NR2A in LRP1ΔNPxY2 neu-
rons which is an effect of a reduced internalization of
these receptors due to the inactivating knock-in muta-
tion in the endogenous Lrp1 gene.
The LRP1ΔNPxY2 knock-in substitution leads to an altered
phosphorylation pattern of the NR2B receptor subunit
So far we were able to demonstrate a reduced internaliza-
tion of NR1/NR2B receptor subunits in cortical neurons of
Figure 3 LRP1 and NR1/NR2B accumulate at cell surface of LRP1ΔNPxY2 neurons due to reduced endocytosis. (A) The Internalization
rates of LRP1 and NMDAR were determined using a cleavable biotin assay in WT or LRP1ΔNPxY2 neurons. Two left panels (surface) demonstrate
that MesNa buffer removes cleavable NHS-SS-biotin from the cell surface. Middle panels (internalized) show the amounts of internalized proteins
after 15min at 37°C. Right panels (input) show the total amounts of proteins. Demonstrated blots represent 15min period of internalization. (B)
The immunoblots were quantified by densitometric analysis. The internalization rates were calculated by comparing the values of internalized
biotinylated proteins (internalized) to the values of respective biotinylated proteins at the cell surface of neurons in control dishes (Ctl.) and
normalized to the signal intensities of the total amounts of the proteins (input). The internalization rates calculated for WT controls were set as
100%. The scale bars represent the mean percent change in internalization rates of proteins at the surface of LRP1ΔNPxY2 neurons compared
with WT controls ± S.E.M. For the internalization rate calculated after 15min of internalization in LRP1ΔNPxY2 neurons for LRP1 a reduction by
approx. 60% (p=0.01; n=5); for NR1 and NR2B a decrease by approx. 69% (p=0.001; n=5) and by approx. 70% (p=0.016; n=5) respectively. For the
internalization rate of NR2A an insignificant decrease by 4% (n=4) in LRP1ΔNPxY2 neurons was calculated. (C) The internalization rates calculated
in LRP1ΔNPxY2 neurons after 7 min of internalization. For LRP1 a reduction by 38% (p=0.043; n=4); for NR1 and NR2B a reduction by approx. 42%
(p=0.04; n=4) and by approx. 39% (p= 0.044; n=5) was determined. For the internalization rate of NR2A an insignificant increase by 2% (n=4) in
LRP1ΔNPxY2 neurons was calculated. The signal intensities of lysates were standardized to actin. * p<0.05; ** p<0.005 Student´s paired t-test.
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mechanism of LRP1 mediated NMDA receptor subunit
endocytosis is still elusive. Recently a regulation mechan-
ism for the surface distribution of NR2B receptor subunit
has been suggested [21]. The authors investigated the
neuronal maturation-dependent switch from the NR2B
subunit to the NR2A receptor subunit at the surface of
cortical neurons. In this context two phosphorylation
sites in the NR2B amino acid sequence were described
as regulatory signals for the NR2B surface distribution
[21]. Phosphorylation at tyrosine Y1472 within the
YEKL C-terminal motif of NR2B has been demonstrated
to stabilize the receptor subunit at the cell surface by
inhibiting the binding to AP2, an adaptor protein for
clathrin-mediated endocytosis [23]. In contrary, the
phosphorylation at serine S1480 within the ESDV motif
of NR2B has been shown to interrupt the interaction
with the PDZ domain of PSD95 and to trigger the Y1472dephosphorylation leading to endocytosis of NR2B [20].
Consequently the phosphorylation at these positions might
serve as regulatory signals for the surface expression of the
NR2B subunit [23,25]. Based on these observations, we in-
vestigated the phosphorylation pattern of the NR2B recep-
tor subunit at the cell surface of primary neurons derived
from LRP1ΔNPxY2 mice or wild type controls. Inter-
estingly, we observed an increase in the phosphoryl-
ation of S1480 by approximately 64% (p = 0.04, n = 4)
in NR2B subunits at the cell surface in neurons carrying
the LRP1ΔNPxY2 knock-in mutation (Figure 4A; upper
panel). However, the densitometric analysis of multiple
western blots revealed a reduction in phosphorylation
of Y1472 to approximately 66% (p = 0.03, n = 4) com-
pared with wild type controls (Figure 4A middle panel,
Figure 4B). The position S1480 has been demonstrated
to be a substrate for casein kinase II (CKII), while the
phosphorylation at position Y1472 has been shown to
Figure 4 LRP1ΔNPxY2 neurons show an altered phosphorylation of S1480 and Y1472 in NR2B receptor subunit. (A) Representative
immunoblots demonstrate altered amounts of phosphorylated S1480 and Y1472 in NR2B receptor subunit at the surface of LRP1ΔNPxY2 neurons.
Cortical LRP1ΔNPxY2 or WT neurons (DIV14) were subjected to the cell surface biotinylation. Biotinylated proteins were precipitated with
NeutrAvidin agarose (surface). Membranes were probed with phospho-specific polyclonal NR2BpS1480 or NR2BpY1472 antibodies. Parallel, the
same amounts of biotinylated proteins and input controls were loaded on the same SDS-Gel. The respective immunoblot was analyzed with a
monoclonal NR2B antibody, to detect the entire amounts of biotinylated NR2B receptor at the cell surface for normalization of phospho-signals.
(B) Protein expression was quantified by densitometric analysis of multiple blots. The intensities of cell surface signals were normalized to
measured signal intensities for lysate controls (input). The obtained values for phosphorylated S1480 or Y1472 were normalized to signal
intensities for the entire cell surface expression of NR2B receptor subunit. The values calculated for WT controls were set as 100%. The scale bars
represent the mean percent change in the phosphorylation on S1480 or Y1472 of NR2B receptor subunit at surface of LRP1ΔNPxY2 neurons
compared with WT controls ± S.E.M. for the phosphorylation of S1480 of LRP1ΔNPxY2 neurons an increase by 64% (p=0.04; n=4) and for the
phosphorylation of Y1472 a decrease to 66% (p=0.03; n=4) of WT controls after a normalization to the entire NR2B cell surface expression. *
p<0.05, Student´s paired t-test. (C) Representative Western blots demonstrate that the expression of casein kinase II or Fyn is not altered in
LRP1ΔNPxY2 neurons. The phosphorylation levels of Fyn activation signal pY418 are not altered in LRP1ΔNPxY2 neurons. The membranes were
probed with a phospho-specific polyclonal anti-Src pY418 antibody, which also reacts with Fyn pY418.
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or activation of respective kinases in LRP1ΔNPxY2 neu-
rons might be a possible explanation for the observed
phosphorylation pattern of NR2B receptor subunit. There-
fore we investigated the expression rate and the activation
status of CKII and Fyn in the neuronal lysates derived from
LRP1ΔNPxY2 neurons or wild type controls. As demon-
strated in Figure 4C we were not able to detect any dif-
ferences in the expression rates of CKII or Fyn in
LRP1ΔNPxY2 neurons. Furthermore, we were unable to
detect an increased phosphorylation at position Y418 of
Fyn in LRP1ΔNPxY2 neurons which has been shown to
be the activation signal of the kinase (Figure 4C) [31].
Therefore, the modified phosphorylation pattern of the
NR2B subunits at the surface of primary LRP1ΔNPxY2
neurons is not an effect of altered expression or activity
of respective kinases. Nevertheless, the observed phos-
phorylation pattern of NR2B subunits at the cell surface
of LRP1ΔNPxY2 neurons indicates a stronger activation
of the internalization signals for NR2B, while its accumu-
lation at the cell surface of LRP1ΔNPxY2 neurons seems
to overcome these regulation mechanisms.Knock-in mutation in NPxY2 motif of LRP1 results in a
stronger binding of NR2B to LRP1
Our results presented so far indicate a direct role of
LRP1 on the internalization process of NMDA recep-
tor subunits NR1 and NR2B. Since we and others have
already demonstrated a functional interplay of LRP1 with
NMDA receptor subunits [8,26], we investigated the dir-
ect interaction of LRP1 with NR1 or NR2B subunits in
neurons derived from wild type or LRP1ΔNPxY2 knock-
in mice. We were not able to demonstrate an interaction
of LRP1 with NMDA receptor subunit NR1 in co-
immunoprecipitation experiments as shown in Figure 5A.
This goes along the lines of published data showing no
interaction between LRP1 and the NR1 subunit [26].
Most interestingly, we observed an increased amount of
NR2B receptor protein co-precipitated with LRP1 in
the lysates of LRP1ΔNPxY2 neurons (Figure 5B). These
results indicate a stronger interaction of LRP1 with
NR2B receptor subunit in LRP1ΔNPxY2 neurons com-
pared to wild type controls (Figure 5B). It has been dem-
onstrated that C-terminal interactions of LRP1 or NR2B
subunits with cytosolic proteins are phosphorylation
Figure 5 Knock-in mutation into NPxY2 motif of LRP1 results in stronger binding of NR2B with LRP1. (A) The representative immunoblot
demonstrates the lacking of interaction of NR1 with LRP1 in a co-immunoprecipitation experiment. Equal amounts of total lysates (80µg) were used for
immunoprecipitation with a polyclonal LRP1-specific antibody (1704) [50]. The membranes were probed with a monoclonal NR1-specific antibody. (B)
The representative immunoblot demonstrates a stronger interaction of NR2B with LRP1 in cortical LRP1ΔNPxY2 neurons. After an immunoprecipitation
with a LRP1-specific antibody (1704) [50] the membranes were probed with a monoclonal NR2B-specific antibody. (C) A treatment with CIP results in a
complete dephosphorylation of tyrosines Y4507 in wild type LRP1 and Y1472 in NR2B, while serine 1480 in NR2B shows a residual phosphorylation. The
equal amounts of CIP-treated lysates and untreated controls were analyzed. Membranes were probed with a polyclonal phospho-specific LRP1pY4507
antibody and polyclonal phospho-specific antibodies NR2BpY1472 or NR2BpS1480. (D) The dephosphorylation of proteins in cell lysates of WT neurons
results in a reduction of NR2B co-immunoprecipitated with LRP1, while a dephosphorylation of LRP1ΔNPxY2 lysates has no effect on the binding of
NR2B to LRP1. CIP-treated neuronal lysates derived of WT or LRP1ΔNPxY2 cortical cultures or untreated controls were used for co-immunoprecipitation.
The co-purified proteins were detected with a monoclonal NR2B-specific antibody. (E) The binding of PSD95 with LRP1 is not directly affected by
LRP1ΔNPxY2 knock-in mutation. Representative immunoblot demonstrates the equal amounts of PSD95 protein co-precipitated with LRP1 in cell lysates
of LRP1ΔNPxY2 neurons or WT controls. (F) The dephosphorylation of proteins in cell lysates of WT neurons results in an increase of PSD95 co-
immunoprecipitated with LRP1, while a dephosphorylation of proteins in LRP1ΔNPxY2 lysates has no effect on the binding of PSD95 to LRP1.
Immunoblots shown are representative results from at least three independent experiments.
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ation status of LRP1 or the NR2B subunit might influence
their binding properties, we performed a calf intestinal
phosphatase (CIP) dephosphorylation assay followed by
co-immunoprecipitation [32]. We treated neuronal cell
lysates with CIP (10 units/μg protein) for 30 minutes at
37°C. CIP activity in cell lysates and dephosphorylation of
LRP1 were verified with a phospho-specific LRP1 pY4507
antibody (Figure 5C, lower panels). Since the position
Y4507 does not exist in the LRP1 amino acid sequence of
LRP1ΔNPXY2 mice we were unable to detect any phos-
phorylation in the presence or absence of CIP (Figure 5C
lower panel). To proof the dephosphorylation of the NR2B
subunit we performed immunoblot analysis with a
phospho-specific antibodies and demonstrated a complete
tyrosine dephosphorylation at position Y1472 (Figure 5C
upper panel). However, a residual phosphorylation at pos-
ition S1480 in the NR2B subunit after CIP treatment could
be detected (Figure 5C middle panels). After validation ofthe CIP dephosphorylation in both receptors we investi-
gated whether these changes might influence the direct
binding of the NR2B receptor subunit to wild type LRP1
or mutated LRP1ΔNPxY2 [32]. We were able to demon-
strate a drastically reduced amount of NR2B receptor pro-
tein co-immunoprecipitated with LRP1 in CIP-treated wild
type neuronal lysates (Figure 5D upper panel). However,
the dephosphorylation of the proteins in neuronal lysates
derived of LRP1ΔNPXY2 neurons had no effect on the
binding of NR2B with LRP1ΔNPxY2 (Figure 5D, lower
panel). Previously we demonstrated that an over expression
of PDZ domains or of a full length PSD95 construct
resulted in a decrease of LRP1-mediated Erk1/2 activa-
tion by NMDA receptors. Furthermore, we demonstrated
that the NPxY2 motif of LRP1 is important for NMDA
receptor-mediated signal transduction [8]. According to
these results we tested whether PSD95 interacts with
LRP1 in co-immunoprecipitation experiments. As dem-
onstrated in Figure 5E we were able to co-precipitate
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the binding properties of PSD95 to LRP1 in LRP1ΔNPxY2
neurons versus wild type controls. However, a dephosphor-
ylation of proteins in cell lysates of wild type neurons by
CIP led to an increase in the amount of PSD95-protein co-
precipitated with LRP1 (Figure 5F). Interestingly, a CIP
treatment had no effect on the interaction of PSD95 with
LRP1 in cell lysates of LRP1ΔNPxy2 neurons (Figure 5F
lower panels). Taken together these results suggest a
phosphorylation-dependent mechanism of LRP1 - NR2B
subunit interaction, which might be linked by PSD95.
However this mechanism is perturbed in the LRP1ΔNPxY2
knock-in background leading to a stronger binding of LRP1
with NR2B and an altered cell surface distribution of
NR2B NMDA receptor subunit.
Animals carrying the LRP1ΔNPxY2 knock-in mutation
demonstrate hyperactivity and impaired learning
Using our LRP1ΔNPxY2 knock-in model we were able to
demonstrate changes in NMDAR subunit distribution in
cortical neuronal cultures. It has been shown by several
groups, that correct NMDAR localization is a prerequisiteFigure 6 LRP1ΔNPxY2 mice show hyperactivity and impaired learning
hyperactivity of LRP1ΔNPxY2 mice (n = 11) compared with WT littermates (n
10 min of monitoring ± S.E.M. and demonstrate a significant increase by 13.
the Morris water maze. Test days 1 to 4 display standard spatial learning of t
time (factor A; F(3;22) = 33.849 p < 0.001) and with respect to genotype (facto
LRP1ΔNPxY2 mice (n = 11) compared with WT littermates (n = 15) are indica
searching the platform in a respective quadrant of the maze at the probe tr
the quadrant the platform was located before for WT but not LRP1ΔNPxY2
southeast quadrant). (D) The sixth test day 24 days after spatial learning ind
location. Reversal learning abilities are displayed by time to find the platform
significant effects over time (factor A; F(3;22) = 11.147 p < 0.001) as well as wit
post-hoc effects of LRP1Δ NPxY2 mice (n = 11) compared with WT littermatfor normal learning and memory behavior in vivo [18,33].
Additionally, it has been previously shown by other groups
that a neuronal or a forebrain knock-out of the entire Lrp1
gene result in an increased motor activity of the animals
[26,27]. In contrast to the previously used knock-out of the
entire Lrp1 gene we used in our studies a knock-in muta-
tion in the endogenous gene, which results in a functional
knock-out of the NPxY2 motif. Therefore, we tested
whether this limited loss of function mutation is sufficient
to cause the behavioral changes associated with the neur-
onal knock-out of entire Lrp1 gene reported earlier and in-
vestigated the voluntary motor activity of LRP1ΔNPxY2
animals in the open field paradigm [26,27]. As shown in
Figure 6A the LRP1ΔNPxY2 animals demonstrated a
significant 13.5% (F(1;24) = 5.060 p < 0.05) increase in
voluntary motor activity in the open field paradigm, con-
comitant with earlier reported hyperactivity of animals
harboring neuronal LRP1 knock-out or a forebrain knock-
out mutation [26,27]. With respect to the MWM test for
learning and memory (Figure 6B-D) no differences in activ-
ity between genotypes measured by swim speed were seen
(F(1,24) = 1,687 n.s.) allowing for evaluation of cognitivebehavior. (A) Activity related analysis in an open field revealed a
= 15). The diagram represents total distance traveled in open field after
5% (F(1;24) = 5.060 p < 0.05) for LRP1ΔNPxY2 animals. (B) Learning in
he hidden platform task, MANOVA displayed significant effects over
r B; F(1;24) = 20.980 p < 0.001). Significant post-hoc effects of
ted by *. (C) Memory related behavior based on time mice were
ial (day 5) indicated a significant preference (paired t-test *p < 0.05) for
mice (SWQ southwest quadrant, NEQ northeast quadrant, SEQ
icated both genotypes were able to remember the earlier platform
hidden in a new location at days 7 to 10, MANOVA indicated
h respect to genotype (factor B; F(1;24) = 17.736 p < 0.001). Significant
es (n = 15) are indicated by *.
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mals harboring LRP1 knock-in mutation demonstrate sig-
nificant changes in spatial and reversal learning in MWM
paradigm compared with the wild type littermates. While
in wild type mice time to reach the platform decreased
from 41.3 s ±2.7 s to 10.2 s ±1.3 s in mean; the mice
harboring LRP1 knock-in mutation needed at each of the
four time points at least 27.2 s ±4.5 s (F(1;24) = 20.98;
p < 0.001) to find the submerged platform. For the rever-
sal learning a similar picture was found, wild type im-
proved performance by decreasing time to find the new
location of the platform (29.9 ± 3.4 s – 7.5 ± 0.9 s) while
knock-in mice did not (41.5 ± 4.6 – 27.0 ± 5.6 s). Both be-
havioral aspects have been earlier demonstrated to be
NMDA receptor signaling dependent [34-37]. The dem-
onstrated behavioral changes indicate a physiological
relevance of the observed alterations in NR2B surface ex-
pression on the NMDA receptor signaling in the neurons
of LRP1ΔNPxY2 animals. In line with the observations
on learning were the differences seen on day 5 for mem-
ory (Figure 6C). WT mice spent significantly more time
(40.8 ±5.3%) in the quadrant where the platform has been
compared to the other three and thus showing a significant
preference for that quadrant compared to LRP1ΔNPxY2
mice (29.1 ±3.1%) which failed to show any preference.
Taken together, the presented results of biochemical
and behavioral experiments demonstrate a critical role
of LRP1 in internalization of NMDA receptor subunit
NR2B and indicate a regulatory role of LRP1 NPxY2
motif in this process.
Discussion
LRP1 has been frequently attributed to NMDA receptor
function without addressing the exact molecular mech-
anism [7,8,26,27]. We have previously postulated a model
for a functional role of LRP1 in tPa-mediated NMDA re-
ceptor signaling [8] and showed that a knock-in into the
NPxY2 motif (LRP1ΔNPxY2) of LRP1 led to a reduction
in NMDAR-mediated Erk1/2 activation. Furthermore, a
direct effect of a neuronal LRP1 knock-out on the expres-
sion rates of NMDA receptor subunit NR1 has been re-
cently reported [27]. Based on these results we now
investigated the surface expression of LRP1 and NMDA
receptor subunits in primary cortical neurons derived
of LRP1ΔNPxY2 mice and observed an increase in
LRP1 surface expression compared to control neurons
(Figure 1A, B). Since the knock-in in the NPxY2 motif over-
laps with YxxL endocytosis motif of LRP1, which is also af-
fected by the alanine substitution, the reduction in
neuronal endocytosis of LRP1 mimics the reduced intern-
alization of LRP1 recorded already in other cell types
[2,4,28]. Most interestingly, we observed an additional in-
crease in the surface expression of the NMDA receptor
subunits NR1 and NR2B, but not of NR2A in primaryLRP1ΔNPxY2 neurons (Figure 1A). Although we were not
able to demonstrate NR1 binding to LRP1, we were able
to demonstrate by co-immunoprecipitation the binding of
the NR2B subunit to LRP1 (Figure 5B). Based on these
results we propose that the NR2B subunit binds to LRP1
and that the reduced endocytosis of the NR2B subunit in
LRP1ΔNPxY2 neurons directly depends on the reduced
LRP1 internalization. However, the increase in the NR1
expression at the cell surface in primary LRP1ΔNPxY2
neurons might be an indirect effect of LRP1 as further
discussed below.
To further test this hypothesis we analyzed whether
reduced protein translation might reveal differences in
the overall protein degradation in primary LRP1ΔNPxY2
versus wild type neurons. We employed a cycloheximide
(CHX)-mediated protein degradation assay. The CHX-
treatment leads to a reduced protein translation rate in
the cells and consequently reduces the available protein
pool for the transport to the cell surface. Since the in-
ternalization and degradation of the surface proteins are
not affected by CHX, an otherwise induced inhibition of
the endocytosis would increase the residual protein
amounts at the cell surface after prolonged CHX treat-
ment. As expected, an increase in the residual expres-
sion of LRP1 and NR1/NR2B, but not of NR2A at the
cell surface was observed in LRP1ΔNPxY2 neurons after
CHX treatment for different time periods, while the deg-
radation kinetics of the investigated proteins in the input
controls are not altered (Figure 2). These data further
highlight that the observed increase in NR1/NR2B re-
ceptor subunits might be a direct effect of the reduced
internalization of LRP1 in LRP1ΔNPxY2 neurons.
To directly address this assumption we performed a
cleavable NHS-SS biotin internalization assay and dem-
onstrated reduced internalization rates of LRP1 and
NR2B/NR1 receptor subunits in LRP1ΔNPxY2 neurons
compared to internalization rates in wild type controls
(Figure 3). Additionally we tested the possibility that the
observed accumulation of LRP1 and NR1/NR2B at the cell
surface of LRP1ΔNPxY2 neurons might be an apparent ef-
fect due to an increased recycling rate of these proteins on
the cell surface. In this case we should observe an apparent
increase in internalization rates in LRP1ΔNPxY2 neurons
after a shorter period of internalization. The investigated
shorter time period of 7 min revealed a significant reduc-
tion in internalization rates for LRP1 and NR1/NR2B but
not for NR2A in LRP1ΔNPxY2 neurons compared to wild
type controls (Figure 3C). These data confirmed our as-
sumption that observed accumulation of LRP1 and NR1/
NR2B at the surface of LRP1ΔNPxY2 neurons is an effect
of reduced internalization of these receptor proteins due to
a knock-in mutation in NPxY2 motif of LRP1.
We and others have previously shown that LRP1 might
interact with the NR2B subunit and influence downstream
Maier et al. Molecular Neurodegeneration 2013, 8:25 Page 11 of 16
http://www.molecularneurodegeneration.com/content/8/1/25signaling [8,26]. However, none of such interactions with
LRP1 have been demonstrated for the NR1 subunit,
which is transported to the cell surface solely as a part
of functional heterotetramere formed in late Golgi [38,39].
According to these results we investigated the interaction
of NR1 with LRP1 in co-immunoprecipitation experi-
ments. As demonstrated in Figure 5A, we were not able to
co-precipitate NR1 with LRP1 and consequently were not
able to demonstrate a direct interaction of both proteins.
Therefore, we concluded that only the NR2B receptor
subunit is directly affected in the LRP1ΔNPxY2 knock-
in background and the observed increase in NR1 sur-
face deposition is rather a result of altered NR2B surface
expression than an effect of different regulation of the
NR1 subunit. Furthermore, the internalization rates for
the NR1 and NR2B subunits are decreased in a similar
ratio (by 69% and 70% respectively after 15 min and by
42% and 39% after 7 min) these data indicate that these
subunits are included in the same functional NMDAR
complex. We therefore postulate that LRP1 retains the
NR2B subunit at the cell surface, which then retains the
NR1 subunit in a complex.
We believe that we have presented convincing data,
indicating that the surface up regulation of NR1 subunit
is an effect of an increased NR2B subunit surface ex-
pression. These results are partly inconsistent with pub-
lished results demonstrating a down regulation of NR1
receptor subunit in the brain homogenates of animals
harboring a forebrain LRP1 knock-out mutation [27]. In
contrast to this full LRP1 knock-out model, using our
LRP1 knock-in mouse model we observed no alterations
in the expression rates of the NR1 subunits in neuronal
cell lysates (Figure 1) or in brain homogenates of
LRP1ΔNPxY2 animals (data not shown) [27]. A possible
explanation for this discrepancy might be the fact, that
the alanine substitution in NPxY2 motif of LRP1 merely
modifies the function of the protein, while a full knock-
out of the entire Lrp1 gene might affect additional regu-
latory pathways of the NR1 subunit expression [2,4,40].
Consistent with the data of Liu and colleagues, we ob-
served no significant differences in the steady state expres-
sion rates of NR2B receptor subunit in primary neurons or
brain homogenates derived from LRP1ΔNPxY2 animals
(Figure 1A,B) [27]. These data indicate that the knock-in
mutation in LRP1 rather affect the cellular distribution of
the NR2B receptor subunit due to impaired internalization,
than the general steady state expression of NR2B.
Recently a model for the regulation of the surface ex-
pression of NR2B has been proposed in which the coor-
dinated phosphorylation of serine S1480 within the
PDZ-domain binding motif ESDV and of tyrosine Y1472
within the internalization motif YEKL have been demon-
strated to regulate the NR2B receptor endocytosis [21].
According to this model an increased phosphorylationon S1480 and a decreased phosphorylation on Y1472
might function as a signal for enhanced endocytosis of
NR2B receptor. Therefore we hypothesized that the al-
terations in the phosphorylation state of these regulatory
signals might be a possible mechanistic explanation for
the demonstrated increase in surface expression and
a lower internalization rate of the NR2B subunits in
LRP1ΔNPxY2 neurons. Most interestingly, we observed
an increase of S1480 phosphorylation and a decrease of
phosphorylation of Y1472 of NR2B at the cell surface of
LRP1ΔNPxY2 neurons (Figure 4). Based on previous
publications one would assume that this phosphorylation
pattern should lead to an increased endocytosis rate of
the NR2B receptor. However in LRP1ΔNPxY2 neurons
we see a reduced endocytosis despite the enhanced acti-
vation of these signals compared to the wild type con-
trols. We investigated the expression and activation rates
of responsible kinases to exclude a dysregulation of ki-
nases involved in NMDAR phosphorylation as a possible
explanation for the altered phosphorylation pattern of
the NR2B subunit in LRP1ΔNPxY2 neurons. However,
we were unable to detect any differences in activity or ex-
pression of respective kinases in LRP1ΔNPxY2 neurons
(Figure 4C). Therefore, these data indicate that the CKII
or Fyn kinases signaling is not affected by LRP1ΔNPxY2
mutation and the observed increase in NR2B surface ex-
pression might rather be a direct effect of reduced LRP1
internalization rate in LRP1ΔNPxY2 neurons.
Although the NR2B subunits are strongly phosphory-
lated in neurons derived of LRP1ΔNPxY2 mice the accu-
mulation of NR2B subunits at the cell surface seems to
overcome the regulation by CKII and Fyn signaling.
Therefore, we speculate that LRP1 holds the NMDA re-
ceptor subunits at the cell surface although the internal-
ization signals of NR2B are still activated. We were able
to demonstrate a stronger interaction of NR2B receptor
subunits to LRP1 in neurons derived from LRP1ΔNPxY2
animals compared to the wild type controls, most likely
due to increased interaction duration by reduced endo-
cytosis (Figure 5B). Next we asked whether the phos-
phorylation pattern of the proteins might influence the
binding of NR2B with LRP1. We addressed this question
using a Calf Intestinal Phosphatase (CIP) dephosphory-
lation assay; and analyzed whether a dephosphorylation
of the proteins might influence the binding properties
of the NR2B subunit to wild type or mutated LRP1. As
shown in Figure 5D CIP treatment drastically reduced
the amounts of NR2B co-immunoprecipitated with LRP1
in wild type neuronal lysates. These data demonstrate an
interruption of the binding of the NR2B subunit to wild
type LRP1 after dephosphorylation, while the binding of
the NR2B subunit to LRP1ΔNPxY2 is not affected. Fur-
thermore we addressed a possible role of PSD95 as a
linker between the NR2B subunit and LRP1. The binding
Maier et al. Molecular Neurodegeneration 2013, 8:25 Page 12 of 16
http://www.molecularneurodegeneration.com/content/8/1/25of LRP1 and PSD95 demonstrated in Figure 5E and the
earlier reported role of PSD95 in tPa-mediated LRP1-
NMDAR signaling indicate PSD95 as a possible linker
between these proteins [8]. As shown in Figure 5E we
were not able to demonstrate any differences in the bind-
ing strength of PSD95 to LRP1 between neuronal lysates
of LRP1ΔNPxY2 neurons or wild type controls. This re-
sult indicates that the NPxY2 motif of LRP1 is probably
not the sole binding site for PSD95. Interestingly, we
were able to demonstrate a stronger binding of PSD95 to
LRP1 after dephosphorylation in lysates derived from
wild type neurons, while a dephosphorylation of proteins
in lysates derived from LRP1ΔNPxY2 neurons did not
show altered binding of PSD95 with LRP1 (Figure 5F).
Evidently, a dephosphorylation of the NPxY2 motif of
LRP1 enhances the binding of PSD95 in wild type neurons.
This observation indicates that either the NPxY2 motif in a
dephosphorylated state might bind PSD95 or the phos-
phorylation of the NPxY2 motif might regulate the binding
of PSD95 to another position in the LRP1 C-terminus. We
speculate, due to the lack of the functional NPxY2 motif,
tyrosine phosphorylation is impaired in the LRP1ΔNPxY2
knock-in background. This might lead to a dysregulation of
the phosphorylation dependent binding of PSD95 with
LRP1. We propose that an increased PSD95-LRP1 inter-
action might impair the interaction of the NR2B subunit
with LRP1 since we observe the inverse binding capacity of
the NR2B subunit to LRP1 after CIP treatment compared
to PSD95 (compare upper panels in Figure 5D to 5F).
Moreover, it has been shown that an initial tyrosine phos-
phorylation of the NPxY2 motif is a prerequisite for the
phosphorylation of the NPxY1 motif in the C-terminus of
LRP1 and increases its accessibility for interaction partners
[5,6]. Therefore we hypothesize that dephosphorylation of
LRP1 leads normally to a disruption of the LRP1-NR2B
binding due to conformational changes within the C-
terminal part of LRP1. Since the second NPxY motif in
knock-in LRP1ΔNPxY2 neurons cannot be phosphorylated
the receptors might stick together, which results in the re-
tention of NR2B at the cell surface. To summarize this
part, we propose a mechanism in which the NR2B receptor
subunit is internalized in a LRP1-dependent manner. The
interaction of the proteins seems to be phosphorylation
dependent. The control of the interaction requires an in-
tact NPxY2 motif of LRP1. The interaction might be linked
by PSD95 but its exact role is not clear.
The alterations in NMDA surface expression lead to defi-
cits in LTP/LTD induction and memory formation [18,33].
Furthermore, a neuronal or a forebrain LRP1 knock-out re-
sult in NMDA receptor signaling-associated behavioral
changes of animals harboring the mutation [26,27]. There-
fore, we tested whether the knock-in into NPxY2 motif of
LRP1 is sufficient to induce a similar phenotype as reported
for neuronal or forebrain knock-out of the entire Lrp1 gene[26,27]. As demonstrated in Figure 6A LRP1ΔNPxY2 ani-
mals display an increased activity in open field paradigm,
earlier reported for neuronal LRP1 knock-out and forebrain
LRP1 knock-out animals [26,27]. Referring to the described
hyperactivity in response to NMDA-antagonists treatment,
these results indicate an impaired signaling of NMDA re-
ceptors in LRP1ΔNPxY2 animals [41,42]. Over expression
of the NR2B subunit in forebrain of transgenic mice led to a
superior memory in a number of behavioral tasks [43].
Additionally, a line of evidences indicating a superior role of
NR2B subunit containing NMDA receptors in learning was
already published [44-49]. Therefore, we expanded the be-
havioral characterization of the LRP1ΔNPxY2 mice to
NMDA-associated behavioral tasks like spatial and reversal
learning [36,37]. However, as shown in Figure 6 the
LRP1ΔNPxY2 animals have significant deficits in spatial
and reversal learning and memory in Morris Water Maze
task. While latencies (s) of trial 1 were not significantly dif-
ferent (45.0 ± 4.7 vs. 52.2 ± 4.1) the combination of all four
trials of the first training day already showed an impairment
of LRP1ΔNPxY2 animals. These results indicate behavioral
changes similar to those associated with impaired NMDA
receptor signaling [34,35]. The present phenotype also cor-
responds to observations implicating reversal learning in
behavioral flexibility, a neuronal feature also related to plas-
ticity mechanisms like LTP and LTD. The later one
however, has been discussed in light of NR2B related mech-
anisms and behavioral flexibility [44-46]. Moreover, seen
from this aspect, the observed deficits in reversal learning
are at least in part consistent with deficits in LTP-induction
in brain slices of LRP1 forebrain knock-out animals demon-
strated by Liu and colleagues [27]. Thus, behavioral results
allude that a functional knock-out of the NPxY2 motif of
LRP1 to be sufficient to induce behavioral changes reported
for neuronal and forebrain knock-out of entire Lrp1 gene
and thereby indicating a differential role of the NPxY2
motif of LRP1 both on internalization and signaling of the
NMDA receptor [26,27].
Conclusions
In summary, our study suggests a model, in which the
functional interaction of LRP1 and NR2B requires an intact
NPxY2 motif of LRP1 and is regulated by phosphorylation.
In our model a substitution of LRP1 NPxY2 motif by ala-
nines led to a stronger binding of NR2B receptor subunit
to LRP1 and a decoupling of the surface expression of
NR2B from regulation by CKII and Fyn kinases.
Materials and methods
Animals
C57Bl6 wild-type (WT) or C57Bl6 LRP1 NPxYxxL knock-
in mice harboring the inactivated mutant NPxYxxL motif
as previously described [3] were used for behavioral studies
and for the isolation of primary cortical neurons. Animals
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at 22°C and 60% relative humidity. Food and water were
provided ad libitum and a 12 h light–dark cycle was
maintained. For the behavioral studies, 26 male age-
matched mice were tested from 3 month onward. All
experimental procedures were carried out in accordance
with the European Communities Council Directive re-
garding care and use of animals for experimental proce-
dures and were approved by Landesuntersuchungsamt
Koblenz, Germany.
Antibodies
The following primary antibodies were used: mouse mono-
clonal anti-NMDA receptor subunit NR2B antibody and
rabbit polyclonal anti-phospho NR2B (NR2BpSer1480)
(Thermo Fisher Scientific), rabbit polyclonal anti-phospho
NR2B (NR2BpTyr1472) (Millipore), mouse monoclonal
anti-NMDA receptor subunit NR1 (Zymed), rabbit poly-
clonal anti-NMDA receptor subunit NR2A (Santa Cruz
Biotechnology), rabbit polyclonal LRP1 antibody 1704
[50], rabbit polyclonal anti-phospho-LRP1 antibody
pLRP1Y4507 (Santa Cruz Biotechnology), rabbit poly-
clonal anti-actin (Sigma-Aldrich), rabbit polyclonal anti-
phospho-Src [pY418] (Invitrogen); rabbit monoclonal
anti-PSD95 (clone EP2652Y, Millipore); mouse monoclonal
anti-Fyn clone 25/Fyn (B&D Transduction Laboratories);
rabbit polyclonal anti-Casein Kinase CKII (Upstate). Sec-
ondary horseradish peroxidase-conjugated antibodies: goat
polyclonal anti-rabbit (Sigma-Aldrich) and donkey poly-
clonal anti-mouse (Jackson Laboratories) were used.
Chemicals
Sulfo-NHS-LC-LC-Biotin and Sulfo-NHS-SS-Biotin were
both purchased from Pierce (Thermo Fisher Scientific). So-
dium 2-mercaptoethane sulfonate (MesNa), iodacetamide
(IAA) and cycloheximide (CHX) were purchased from
Sigma-Aldrich. Calf intestinal phosphatase (CIP) was pur-
chased from New England Biolabs.
Cell culture
Primary cortical neurons were isolated from mouse em-
bryos at embryonic day 16. In brief, cortices were col-
lected in ice cold Hank’s balanced saline solution (HBSS,
Invitrogen). After trypsinization (0.05% trypsin, 0.02%
EDTA in phosphate-buffered saline) at room temperature
for 20 min tissue was centrifuged at 300 × g for 2 min.
Cells were resuspended in Neurobasal medium (NBS,
Invitrogen) containing B-27 supplement and 1xGlutamax
(both Invitrogen) and mechanically dissociated by pipet-
ting. Cells were filtered through a nylon mesh and
centrifuged at 300 × g for 5 min. 6.5×105 cells were plated
on poly-L-ornithine (100 μg/ml, Sigma-Aldrich) coated
6-cm dishes and cultured at 37°C in a humidified 5%
CO2 incubator for 14 days.SDS-PAGE, western blot analysis and
immunoprecipitations
Whole brains of LRP1ΔNPxY2 or wild type animals were
dissected and immediately frozen in liquid nitrogen. After-
wards the brain tissue was weighed and homogenized in
6fold volume (w/v) of radioimmune precipitation buffer
RIPA (RIPA: 50 mM Tris–HCl pH 8.0; 1% Nonident P-40;
0.5% deoxycholate; 0.1% SDS) containing protease inhibitor
cocktail (complete, Roche Applied Sciences), phosphatase
inhibitor cocktail (PhosSTOP®, Roche Applied Science)
and 1 mM sodium orthovanadate (Sigma-Aldrich) in a
dounce homogenizer. The obtained homogenate was in-
cubated on ice for 30 min and centrifuged in an ultracen-
trifuge (Beckman) at 55.000 rpm at 4°C for 30 min. The
supernatants were collected and protein concentrations
were determined by BCA protein assay (Pierce). Equal
amounts of proteins (20 μg) were loaded on SDS-PAGE
gels and analyzed by western blot technique using appro-
priative antibodies.
Primary cortical neurons were lysed in radioimmune
precipitation buffer (RIPA: 50 mM Tris–HCl pH 8.0; 1%
Nonident P-40; 0.5% deoxycholate; 0.1% SDS) containing
protease inhibitor cocktail (complete, Roche Applied
Sciences), phosphatase inhibitor cocktail (PhosSTOP®,
Roche Applied Science) and 1 mM sodium orthovanadate
(Sigma-Aldrich). Protein concentrations were determined
by BCA protein assay (Pierce) and equal amounts of total
proteins were precipitated with the appropriate primary
antibodies and protein G sepharose (GE Healthcare) at 4°C
overnight. Beads were collected by centrifugation, eluted in
2xSDS sample buffer and boiled at 95°C for 5 min. Proteins
were separated on 10% Tris-glycine gels under reducing
conditions and transferred to a nitrocellulose membrane
(Whatman). The membrane was blocked with Tris-
buffered saline containing 0.1% Tween 20 (Roth) and
either 5% milk or 3% BSA (Sigma) (the latter for phospho-
specific antibodies). Incubation with primary antibodies
was carried out at 4°C overnight. Afterwards the blots were
incubated with the appropriate secondary antibodies. The
protein bands were visualized by ECL reagent (Millipore),
using the LAS-3000 mini (Fujifilm).
Dephosphorylation of proteins with calf intestinal
phosphatase (CIP)
For the co-immunoprecipitation experiments with LRP1
and NR2B the cell lysates were treated with Calf Intes-
tinal Phosphatase (CIP, NEB). In brief, the neurons were
lysed in RIPA buffer containing protease inhibitors and
protein concentration was determined. Afterwards 100 μg
of proteins were treated with 1000 Units of CIP in the
phosphatase buffer (50 mM Tris–HCl; 100 mM NaCl;
10 mM MgCl2; 1 mM Dithiotreitol, pH 7.9) at 37°C for
30 min. The dephosphorylated lysate was further analyzed
by immunoprecipitation and western blotting.
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The following experiments were carried out with cortical
neurons at DIV14. For the cell surface biotinylation, cells
were washed 3 times with ice cold phosphate-buffered
saline (PBS) and incubated with 2.5 mg/ml Sulfo-NHS-LC-
LC-Biotin in PBS at 4°C for 40 min preventing internaliza-
tion. Afterwards, the unconjugated biotin was quenched
with 50 mM NH4Cl in PBS and the cells were scraped off
the plates and collected in ice cold PBS. After cell lysis and
protein concentration determination, equal amounts of
proteins were incubated with NeutrAvidin agarose beads
(Thermo Fisher Scientific) at 4°C overnight. Biotinylated
proteins were eluted by boiling at 95°C in 2xSDS sample
buffer for 5 min and separated on 10% Tris-glycine gels.
Cleavable biotin internalization assay
The internalization rates of the proteins were determined
employing the biotin internalization assay. In brief, the
neurons were surface labeled with 2.5 mg/ml cleavable
Sulfo-NHS-SS-Biotin (Thermo Fisher Scientific) in cold
PBS at 4°C for 30 min. Cells were then rinsed with warm
NBS medium and incubated at 37°C for 7 or 15 min
allowing internalization. Afterwards the neurons were in-
cubated in ice cold stripping buffer (20 mM MesNa in
50 mM Tris–HCl, pH 8.6; 100 mM NaCl in ddH2O) at
4°C for 20 min. The stripping solution was quenched by
incubation in 20 mM iodoacetamide (Sigma) in ice cold
PBS at 4°C for 10 min. Neurons were then lysed in
RIPA buffer containing protease inhibitor cocktail
(Roche Applied Science). The equal amounts of protein
were incubated with NeutrAvidin agarose (Thermo Fisher
Scientific) at 4°C overnight. Isolated proteins were recov-
ered by adding 2xSDS sample buffer and boiling at 95°C
for 5 min and separated on 10% Tris-Glycine gels.
Protein degradation assay
Primary neurons at DIV14 were treated with 20 μg/ml
cycloheximide at 37°C. At defined time points, cells were
biotinylated and the protein expression at the cell sur-
face or in cell lysates was analyzed by SDS-PAGE and
Western blot.
Behavioral testing
The sequence of testing was performed in the following
order: Day 1: open field to measure general activity and ex-
ploration. Days 6–9: Morris water maze test to measure
spatial learning. Day 10: Morris water maze test to meas-
ure memory performance in a probe trial without platform.
Days 34–38: Morris water maze test reversal learning.
Open field activity
General activity of mice was assessed during a 10 min
session in an open field paradigm. The test arena mea-
sured 60 × 60 × 40 cm. The parameters recorded duringeach trial were: total distance traveled (cm), resting time
(% of total recording time not moving), time spent along
the walled parts of the maze (10 cm corridor; % of total
time) and entries into the central part of the maze
(30 cm diameter; number, n) [51,52].
Morris water maze
Spatial learning and memory were tested by the Morris
water maze hidden platform task using the same maze and
protocol as described [52,53]. The platform stayed in the
same quadrant for days 1 to four and the animals were re-
leased from four different positions at the pool perimeter.
Mice performed four trials per day on four consecutive
days with a maximum length of 60 s and an inter-trial
interval of 90 s. If mice did not find the platform within
the given time they were gently guided to the platform.
Mice were allowed to stay on the platform for 10 s. On the
fifth water maze day, a probe trial (60 s) without platform
was performed. Learning was assessed by measuring the la-
tency to find the platform and the distance swum. General
activity was assessed by swim speed and memory capabil-
ities were characterized by the time each mouse spent in
each quadrant searching for the platform at probe trial. For
evaluation of reversal learning 24 days after spatial learning
tests mice were given one day (day 6) with four trials with
the former platform location and gentle guidance as
reported before. Starting at day 7 to 10 (four trials each)
platform location was changed to an opposite position and
animals were removed from the pool when the platform
was not found within the 60 sec time frame.
Monitoring of behavior
A computerized video system registered moving-path
and duration in open field and water maze tests auto-
matically. The hardware consisted of an IBM-type AT
computer combined with a video digitizer and a CCD
video camera. The software used for data acquisition
and analysis was EthoVision XT® release 8.0 (Noldus In-
formation Technology, Utrecht, Netherlands).
Quantification and statistical analysis
Western blots were quantified by densitometry using
Image J 1.44. All graphs and statistical analysis were
prepared using GraphPad Prism 4 software (La Jolla, CA).
Data were analyzed by one-way analysis of variance
(ANOVA) coupled Newman-Keuls test for multiple com-
parison or t test. p < 0.05 was considered as statisti-
cally significant.
For the behavioral studies, data were analyzed by
ANOVA for differences between the genotypes. Multivari-
ate analysis of variance (2-way ANOVA) was performed
for learning and memory testing. Probe trial scores within
experimental groups were evaluated by paired t-test. Differ-
ences were considered as significant for p ≤ 0.05.
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Additional file 1: Figure S1. Primary LRP1ΔNPxY2 neurons
demonstrate any significant alterations in cell viability or neurite
outgrowth. (A) LRP1ΔNPxY2 neurons demonstrate any significant
alterations of cell viability in alamarBlue reduction assay. The alamarBlue
cell viability assay was performed as described in Methods section. For
the measurement three 6-well plates for each genotype were used. The
presented 562 nm/590 nm ratio reflects the percentage of reduced
alamarBlue after 4 h minus the absorbance of alamarBlue in the no-cell
blank controls. The scale bars represent mean percent of reduced
alamarBlue reagent after 4 h + S.E.M. for the wild type controls 13.9% and
for LRP1ΔNPxY2 neurons 13% (n = 3 6well plates for each genotype).
(B) LRP1ΔNPxY2 neurons demonstrate no alterations in neurite
outgrowth compared to the wild type controls. The primary cortical
neurons were isolated from LRP1ΔNPxY2 or control animals and
cultivated for 3 days. After an immunostaining with a specific MAP-2
antibody the neurite length was analyzed using LSM-710 microscope and
ZEN software (Zeiss). The mean neurite length was calculated as the ratio
of total neurite length to the number of neurons analyzed. The scale bars
represent the mean of total neurite length in μm+ S.E.M. For wild type
controls 24.2 μm and for LRP1ΔNPxY2 neurons 25.8 μm (both n = 100).
Additional file 2: Materials and Methods.
Abbreviations
NMDA: N-methyl-D-aspartate; NR1: NMDA receptor subunit 1;
NR2A: NMDA receptor subunit 2A; NR2B: NMDA receptor subunit 2B;
LRP1: Low density lipoprotein receptor-related protein 1; NPxY2: Distal
NPxY motif; LRP1ΔNPxY2: LRP1 with alanine substituted NPxY2 motif;
CKII: Casein kinase II; CIP: Calf intestinal phosphatase; CHX: Cycloheximide; tPa
tissue-type: plasminogen activator; PSD95: Post synaptic density 95.
Competing interests
The authors declare no competing financial interests.
Authors’ contributions
WM has designed and carried out the biochemical experiments, prepared and
wrote the manuscript. MB has carried out the behavioral studies. SM has
contributed to the biochemical experiments and the writing of the manuscript.
AR has provided the LRP1ΔNPxY2 animals and contributed to the proof readings
of the manuscript. SW has contributed to the experimental design and the
writing of the manuscript. US has supervised, designed and interpreted the
behavioral studies and contributed to the writing of the manuscript. CUP has
supervised the experimental design and entire work at the manuscript. All
authors read and approved the final manuscript.
Acknowledgements
We thank Michael Plenikowski for the illustrations and Roswitha Nehrbass for
technical assistance. This work was supported in part by the Deutsche
Forschungsgemeinschaft (DFG), as part of FOR1332 grant to CUP (379/6-1),
by the “Stiftung Rheinland-Pfalz fuer Innovation” to CUP and the “The Hans
und Ilse Breuer Foundation” to SM.
Author details
1University Medical Center of the Johannes Gutenberg-University of Mainz
Institute of Pathobiochemistry, Duesbergweg 6, Mainz 55099, Germany.
2Department of Psychiatry and Psychotherapy, University Medical Center of
the Johannes Gutenberg-University of Mainz, Untere Zahlbacher Str. 8, Mainz
55131, Germany. 3Laboratory for Experimental Mouse Genetics, Center for
Human Genetics KU Leuven, Herestraat 49, Leuven B-3000, Belgium.
4Department of Neuropathology Molecular Neuropathology, Heinrich Heine
University Duesseldorf, Moorenstr. 5, 40225, Duesseldorf, Germany.
Received: 14 January 2013 Accepted: 3 July 2013
Published: 17 July 2013
References
1. Herz J, Strickland DK: LRP: a multifunctional scavenger and signaling
receptor. J Clin Invest 2001, 108:779–784.2. Reekmans SM, Pflanzner T, Gordts PL, Isbert S, Zimmermann P, Annaert W,
Weggen S, Roebroek AJ, Pietrzik CU: Inactivation of the proximal NPXY
motif impairs early steps in LRP1 biosynthesis. Cell Mol Life Sci 2010,
67:135–145.
3. Roebroek AJ, Reekmans S, Lauwers A, Feyaerts N, Smeijers L, Hartmann D:
Mutant Lrp1 knock-in mice generated by recombinase-mediated
cassette exchange reveal differential importance of the NPXY motifs in
the intracellular domain of LRP1 for normal fetal development. Mol Cell
Biol 2006, 26:605–616.
4. Gordts PL, Bartelt A, Nilsson SK, Annaert W, Christoffersen C, Nielsen LB,
Heeren J, Roebroek AJ: Impaired LDL receptor-related protein 1
translocation correlates with improved dyslipidemia and atherosclerosis
in apoE-deficient mice. PLoS One 2012, 7:e38330.
5. Betts GN, van der Geer P, Komives EA: Structural and functional
consequences of tyrosine phosphorylation in the LRP1 cytoplasmic
domain. J Biol Chem 2008, 283:15656–15664.
6. Guttman M, Betts GN, Barnes H, Ghassemian M, van der Geer P, Komives EA:
Interactions of the NPXY microdomains of the low density lipoprotein
receptor-related protein 1. Proteomics 2009, 9:5016–5028.
7. Zhuo M, Holtzman DM, Li Y, Osaka H, DeMaro J, Jacquin M, Bu G: Role of
tissue plasminogen activator receptor LRP in hippocampal long-term
potentiation. J Neurosci 2000, 20:542–549.
8. Martin AM, Kuhlmann C, Trossbach S, Jaeger S, Waldron E, Roebroek A,
Luhmann HJ, Laatsch A, Weggen S, Lessmann V, Pietrzik CU: The functional
role of the second NPXY motif of the LRP1 beta-chain in tissue-type
plasminogen activator-mediated activation of N-methyl-D-aspartate
receptors. J Biol Chem 2008, 283:12004–12013.
9. Moriyoshi K, Masu M, Ishii T, Shigemoto R, Mizuno N, Nakanishi S: Molecular
cloning and characterization of the rat NMDA receptor. Nature 1991,
354:31–37.
10. Meguro H, Mori H, Araki K, Kushiya E, Kutsuwada T, Yamazaki M, Kumanishi T,
Arakawa M, Sakimura K, Mishina M: Functional characterization of a
heteromeric NMDA receptor channel expressed from cloned cDNAs.
Nature 1992, 357:70–74.
11. Wenthold RJ, Prybylowski K, Standley S, Sans N, Petralia RS: Trafficking of
NMDA receptors. Annu Rev Pharmacol Toxicol 2003, 43:335–358.
12. Flint AC, Maisch US, Weishaupt JH, Kriegstein AR, Monyer H: NR2A subunit
expression shortens NMDA receptor synaptic currents in developing
neocortex. J Neurosci 1997, 17:2469–2476.
13. Mierau SB, Meredith RM, Upton AL, Paulsen O: Dissociation of experience-
dependent and -independent changes in excitatory synaptic transmission
during development of barrel cortex. Proc Natl Acad Sci USA 2004,
101:15518–15523.
14. Quinlan EM, Philpot BD, Huganir RL, Bear MF: Rapid, experience-dependent
expression of synaptic NMDA receptors in visual cortex in vivo. Nat Neurosci
1999, 2:352–357.
15. Sheng M, Cummings J, Roldan LA, Jan YN, Jan LY: Changing subunit
composition of heteromeric NMDA receptors during development of rat
cortex. Nature 1994, 368:144–147.
16. Roberts EB, Ramoa AS: Enhanced NR2A subunit expression and decreased
NMDA receptor decay time at the onset of ocular dominance plasticity
in the ferret. J Neurophysiol 1999, 81:2587–2591.
17. Liu XB, Murray KD, Jones EG: Switching of NMDA receptor 2A and 2B
subunits at thalamic and cortical synapses during early postnatal
development. J Neurosci 2004, 24:8885–8895.
18. Yashiro K, Philpot BD: Regulation of NMDA receptor subunit expression
and its implications for LTD, LTP, and metaplasticity. Neuropharmacology
2008, 55:1081–1094.
19. Chen BS, Roche KW: Regulation of NMDA receptors by phosphorylation.
Neuropharmacology 2007, 53:362–368.
20. Chung HJ, Huang YH, Lau LF, Huganir RL: Regulation of the NMDA
receptor complex and trafficking by activity-dependent
phosphorylation of the NR2B subunit PDZ ligand. J Neurosci 2004,
24:10248–10259.
21. Sanz-Clemente A, Matta JA, Isaac JT, Roche KW: Casein kinase 2 regulates
the NR2 subunit composition of synaptic NMDA receptors. Neuron 2010,
67:984–996.
22. Nakazawa T, Komai S, Tezuka T, Hisatsune C, Umemori H, Semba K,
Mishina M, Manabe T, Yamamoto T: Characterization of Fyn-mediated
tyrosine phosphorylation sites on GluR epsilon 2 (NR2B) subunit of
the N-methyl-D-aspartate receptor. J Biol Chem 2001, 276:693–699.
Maier et al. Molecular Neurodegeneration 2013, 8:25 Page 16 of 16
http://www.molecularneurodegeneration.com/content/8/1/2523. Roche KW, Standley S, McCallum J, Dune Ly C, Ehlers MD, Wenthold RJ:
Molecular determinants of NMDA receptor internalization. Nat Neurosci
2001, 4:794–802.
24. Snyder EM, Nong Y, Almeida CG, Paul S, Moran T, Choi EY, Nairn AC, Salter MW,
Lombroso PJ, Gouras GK, Greengard P: Regulation of NMDA receptor
trafficking by amyloid-beta. Nat Neurosci 2005, 8:1051–1058.
25. Lavezzari G, McCallum J, Lee R, Roche KW: Differential binding of the AP-2
adaptor complex and PSD-95 to the C-terminus of the NMDA receptor
subunit NR2B regulates surface expression. Neuropharmacology 2003,
45:729–737.
26. May P, Rohlmann A, Bock HH, Zurhove K, Marth JD, Schomburg ED,
Noebels JL, Beffert U, Sweatt JD, Weeber EJ, Herz J: Neuronal LRP1
functionally associates with postsynaptic proteins and is required for
normal motor function in mice. Mol Cell Biol 2004, 24:8872–8883.
27. Liu Q, Trotter J, Zhang J, Peters MM, Cheng H, Bao J, Han X, Weeber EJ, Bu G:
Neuronal LRP1 knockout in adult mice leads to impaired brain lipid
metabolism and progressive, age-dependent synapse loss and
neurodegeneration. J Neurosci 2010, 30:17068–17078.
28. Gordts PL, Reekmans S, Lauwers A, Van Dongen A, Verbeek L, Roebroek AJ:
Inactivation of the LRP1 intracellular NPxYxxL motif in LDLR-deficient
mice enhances postprandial dyslipidemia and atherosclerosis.
Arterioscler Thromb Vasc Biol 2009, 29:1258–1264.
29. Deng Q, Terunuma M, Fellin T, Moss SJ, Haydon PG: Astrocytic activation
of A1 receptors regulates the surface expression of NMDA receptors
through a Src kinase dependent pathway. Glia 2011, 59:1084–1093.
30. Zhang XH, Wu LJ, Gong B, Ren M, Li BM, Zhuo M: Induction- and
conditioning-protocol dependent involvement of NR2B-containing
NMDA receptors in synaptic potentiation and contextual fear memory in
the hippocampal CA1 region of rats. Mol Brain 2008, 1:9.
31. Lin EH, Hui AY, Meens JA, Tremblay EA, Schaefer E, Elliott BE: Disruption of
Ca2 + −dependent cell-matrix adhesion enhances c-Src kinase activity,
but causes dissociation of the c-Src/FAK complex and dephosphorylation of
tyrosine-577 of FAK in carcinoma cells. Exp Cell Res 2004, 293:1–13.
32. Alexander RD, Morris PC: A proteomic analysis of 14-3-3 binding proteins
from developing barley grains. Proteomics 2006, 6:1886–1896.
33. Tang TT, Yang F, Chen BS, Lu Y, Ji Y, Roche KW, Lu B: Dysbindin regulates
hippocampal LTP by controlling NMDA receptor surface expression.
Proc Natl Acad Sci USA 2009, 106:21395–21400.
34. Bannerman DM, Good MA, Butcher SP, Ramsay M, Morris RG: Distinct
components of spatial learning revealed by prior training and NMDA
receptor blockade. Nature 1995, 378:182–186.
35. Sakimura K, Kutsuwada T, Ito I, Manabe T, Takayama C, Kushiya E, Yagi T,
Aizawa S, Inoue Y, Sugiyama H, et al: Reduced hippocampal LTP and
spatial learning in mice lacking NMDA receptor epsilon 1 subunit.
Nature 1995, 373:151–155.
36. Morris RG, Anderson E, Lynch GS, Baudry M: Selective impairment of
learning and blockade of long-term potentiation by an N-methyl-D-
aspartate receptor antagonist, AP5. Nature 1986, 319:774–776.
37. Dalton GL, Ma LM, Phillips AG, Floresco SB: Blockade of NMDA
GluN2B receptors selectively impairs behavioral flexibility but not
initial discrimination learning. Psychopharmacology (Berl) 2011,
216:525–535.
38. Perez-Otano I, Schulteis CT, Contractor A, Lipton SA, Trimmer JS, Sucher NJ,
Heinemann SF: Assembly with the NR1 subunit is required for surface
expression of NR3A-containing NMDA receptors. J Neurosci 2001,
21:1228–1237.
39. Qiu S, Hua YL, Yang F, Chen YZ, Luo JH: Subunit assembly of N-methyl-d-
aspartate receptors analyzed by fluorescence resonance energy transfer.
J Biol Chem 2005, 280:24923–24930.
40. Pflanzner T, Janko MC, Andre-Dohmen B, Reuss S, Weggen S, Roebroek AJ,
Kuhlmann CR, Pietrzik CU: LRP1 mediates bidirectional transcytosis of
amyloid-beta across the blood–brain barrier. Neurobiol Aging 2011,
32(2323):e2321–2311.
41. Burns LH, Everitt BJ, Robbins TW: Intra-amygdala infusion of the N-methyl-D-
aspartate receptor antagonist AP5 impairs acquisition but not performance
of discriminated approach to an appetitive CS. Behav Neural Biol 1994,
61:242–250.
42. Liljequist S, Ossowska K, Grabowska-Anden M, Anden NE: Effect of the
NMDA receptor antagonist, MK-801, on locomotor activity and on the
metabolism of dopamine in various brain areas of mice. Eur J Pharmacol
1991, 195:55–61.43. Tang YP, Shimizu E, Dube GR, Rampon C, Kerchner GA, Zhuo M, Liu G,
Tsien JZ: Genetic enhancement of learning and memory in mice.
Nature 1999, 401:63–69.
44. Duffy S, Labrie V, Roder JC: D-serine augments NMDA-NR2B receptor-
dependent hippocampal long-term depression and spatial reversal
learning. Neuropsychopharmacology 2008, 33:1004–1018.
45. Brigman JL, Wright T, Talani G, Prasad-Mulcare S, Jinde S, Seabold GK,
Mathur P, Davis MI, Bock R, Gustin RM, et al: Loss of GluN2B-containing
NMDA receptors in CA1 hippocampus and cortex impairs long-term
depression, reduces dendritic spine density, and disrupts learning.
J Neurosci 2010, 30:4590–4600.
46. Cui Z, Feng R, Jacobs S, Duan Y, Wang H, Cao X, Tsien JZ: Increased NR2A:
NR2B ratio compresses long-term depression range and constrains long-
term memory. Sci Rep 2013, 3:1036.
47. Chen G, Li Q, Feng D, Hu T, Fang Q, Wang Z: Expression of NR2B in
different brain regions and effect of NR2B antagonism on learning
deficits after experimental subarachnoid hemorrhage. Neuroscience 2013,
231:136–144.
48. Zhang XH, Liu SS, Yi F, Zhuo M, Li BM: Delay-dependent impairment of
spatial working memory with inhibition of NR2B-containing NMDA
receptors in hippocampal CA1 region of rats. Mol Brain 2013, 6:13.
49. Fontan-Lozano A, Suarez-Pereira I, Gonzalez-Forero D, Carrion AM: The
A-current modulates learning via NMDA receptors containing the
NR2B subunit. PLoS One 2011, 6:e24915.
50. Pietrzik CU, Busse T, Merriam DE, Weggen S, Koo EH: The cytoplasmic
domain of the LDL receptor-related protein regulates multiple steps in
APP processing. EMBO J 2002, 21:5691–5700.
51. Schmitt U, Hiemke C: Combination of open field and elevated plus-maze:
a suitable test battery to assess strain as well as treatment differences in
rat behavior. Prog Neuropsychopharmacol Biol Psychiatry 1998, 22:1197–1215.
52. Schmitt U, Hiemke C, Fahrenholz F, Schroeder A: Over-expression of two
different forms of the alpha-secretase ADAM10 affects learning and
memory in mice. Behav Brain Res 2006, 175:278–284.
53. Postina R, Schroeder A, Dewachter I, Bohl J, Schmitt U, Kojro E, Prinzen C,
Endres K, Hiemke C, Blessing M, et al: A disintegrin-metalloproteinase
prevents amyloid plaque formation and hippocampal defects in an
Alzheimer disease mouse model. J Clin Invest 2004, 113:1456–1464.
doi:10.1186/1750-1326-8-25
Cite this article as: Maier et al.: LRP1 is critical for the surface
distribution and internalization of the NR2B NMDA receptor subtype.
Molecular Neurodegeneration 2013 8:25.Submit your next manuscript to BioMed Central
and take full advantage of: 
• Convenient online submission
• Thorough peer review
• No space constraints or color ﬁgure charges
• Immediate publication on acceptance
• Inclusion in PubMed, CAS, Scopus and Google Scholar
• Research which is freely available for redistribution
Submit your manuscript at 
www.biomedcentral.com/submit
